] i , and thereby the polarity of g-aminobutyric acid type A (GABA A ) receptor signaling. The experimental procedures and results in this study are insufficient to support these conclusions. Contradictory results previously published by these authors and other laboratories are not referred to.
G lykys et al. (1) performed experiments with the Cl
-indicator Clomeleon, which has a K d of~90 mM (2, 3 . We postulate that the discrepancies between the data obtained in this present study and previously published results must be discussed in this paper.
We also wonder why the ouabain effect on the cellular volume was determined with the Na + -sensitive dye sodium-binding benzofuran isophthalate (SBFI) and not by Clomeleon fluorescence, although the latter was used by the authors to measure volume changes induced by hyperosmotic solution and epileptiform activity [figures 3, F and G, and 4 in (1)], as well as in previous papers by these authors (3, 14) . Measurements of [Cl -] i during ouabain application would be an ideal test for the main hypothesis of the authors. In addition, to verify "that extracellular Na + does not exert a significant Donnan effect," it must be demonstrated that ouabain affects the intracellular Na + concentration, which is not shown in the manuscript. Finally, blocking Na + /K + adenosine triphosphatase (ATPase) massively interferes with the driving forces for many secondary active transporters, which is not adequately discussed in the current Report.
To test prediction 2, the authors use weak organic acids to increase the intracellular concentration of anions. However, D-lactate and pyruvate permeate the membrane in the uncharged form and dissociate inside the cell, with the vast majority of the protons being buffered intracellularly (15) . The resulting decrease in the concentration of intracellular buffer anions will thus roughly balance the additional amount of organic anions introduced by the weak acids, leaving the total intracellular charges mostly unchanged. In contrast, and unlike what was stated by Glykys et al., gluconate is a membrane-impermeable weak acid. Thus, the observation that this weak acid induces the same effect as the membrane-permeable weak acids D-lactate and pyruvate further disproves that this effect can be attributed to an accumulation of intracellular anionic charges.
The Astonishingly, Glykys et al. fully ignore the majority of previous observations on the role of KCC2 and NKCC1 in neuronal Cl -regulation (including their own previous papers), which are in contradiction with their current hypothesis. Therefore, we are afraid that the authors' major hypothesis is in disagreement with the newly provided experimental evidence, as well as with previously published data.
